been made to better understand Antarctic marine ecosystems and one of the major outcomes 56 has been the creation of a reference barcode database (BOLD) that reconciles 57 morphologically recognized species with a unique COI fragment. This opened to a new era of 58 discoveries that allowed reassess some of the main known characteristics of marine Antarctic 59 ecosystems, including eurybathy, excess in brooding species, high rate of endemism, rapid 60 diversification and cryptic speciation as a consequence of the biodiversity pump (Clarke & 61 Crame, 1989) . Recent biodiversity assessments using molecular tools have revealed an 62 increasing number of cryptic species in teleost fishes as well as Echinodermata, Mollusca, 63
Arthropoda, or Annelida (see (Cornils & Held, 2014; Griffiths, 2010; Rogers, 2007) for 64 comprehensive reviews). Cryptic species have been shown to be homogeneously distributed 65 among taxa and biogeographic regions (Pfenninger & Schwenk, 2007) and Antarctica may 66 well be no exception. 67
The Southern Ocean is known to have undergone several glaciation events ( shelf several times during the last 25 Mya. These events are thought to be driven by 71
Milankovitch cycles. These cycles may be among the strongest evolutionary forces that have 72
shaped Antarctic terrestrial and marine biodiversity (Clarke et al., 1992; Thatje et al., 2008; 73 Thatje, Hillenbrand, & Larter, 2005) . Thatje et al. (2005; 2008) hypothesized that vicariant 74 speciation could have occurred during the glacial periods on the Antarctic continental shelf, 75 within multiple ice-free refugia like polynya. As lineages evolved independently during the 76 glacial period, they accumulated genetic differences that lead to reproductive isolation and 77
probably to the formation of cryptic species. During interglacial periods, barriers to gene flow 78 may have been removed allowing for secondary contact between the vicarious lineages 79 Here, we have analyzed COI sequences of 1,797 individuals of two crinoid species: 84 that corresponds to a mutation rate that is larger than previously reported before. We then 118 discuss our results in the light of the climate history of the Southern Ocean. 119 120 Materials and methods 121 Sequences 122 We included 13 sequences of P. kerguelensis from Wilson et al. (2007) , for which we had 123 precise information about the place and the date of sampling. We have also included 1303 124 sequences of P. kerguelensis from Hemery et al. (2012) together with 479 sequences of 125 F. mawsoni (Hemery et al., in preparation) . A total of 1,797 COI sequences were used for this 126 study. All specimens were collected between 1996 and 2010 in seven geographical regions 127 that were described in Hemery et al. (Hemery et al., 2012) : Kerguelen Plateau (KP), Davis 128 Sea (DS), Terre Adélie (TA), Ross Sea (RS), Amundsen Sea (AS), West Antarctic Peninsula 129 (WAP), East Weddell Sea (EWS). We however further split the Scotia Arc into Scotia Arc 130 East (SAE) and Scotia Arc West (SAW) as there can be as much as 2,000 km between them. 131
The counts of all sequences of all locations are reported in Table S1 . 132 140 We used three independent species delimitation methods: Generalized Mixed Yule Coalescent 141 (GYMC, (Pons et al., 2006) ), Automatic Barcode Gap Discovery (ABGD, (Puillandre, 142 Lambert, Brouillet, & Achaz, 2011)) and Poisson Tree Process (PTP, (Zhang, Kapli, Pavlidis, 143 & Stamatakis, 2013)) to estimate the number of phylogroups in our sample. For all these 144 methods, we used all the 199 unique haplotypes of the dataset to have legible results and a 145 faster computation time. The phylogenetic tree used for PTP was constructed by Neighbor 146
DNA extraction, PCR and sequencing

Species delimitation
Joining method the BioNJ implementation (Gascuel, 1997) Assessing the temporal structure within phylogroups 154 We characterized the temporal structures of our samples in pairwise comparisons using both 155 fixation index F ST as well as a non-parametric structure test based on K*s by Hudson et al. 156 (1992) . All p-values were estimated using permutations as described in Hudson et al. (1992) . 157
A web-interface for the latter can be found at http://wwwabi.snv.jussieu.fr/public/mpweb/. 158
Estimation of the mutation rate and the population effective size 159
As described by Fu (2001) one can use temporal data to estimate the mutation rate (µ). In 160 summary, the method assumes that the population is sampled in at least two time points (say 161 T 1 and then later T 2 ) with multiple sequences in T 1 . The expected average pairwise differences 162 between sequences taken from the two time points (K 12 ) equals the average pairwise 163 differences of sequences within the past time point (K 11 ) plus the difference accumulated 164 since then. Mathematically, it is expressed as E[K 12 ] = E[K 11 ] + (T 2 -T 1 )µ. Because the time 165 difference between the samples (T 2 -T 1 ) is known, the mutation rate can be estimated from the 166 observed pairwise differences: µ = (K 12 -K 11 )/(T 2 -T 1 ). This idea can be expanded when more 167 data are available in other time points (Fu, 2001) . 168
Once µ is known, the average pairwise difference can be used to estimate the effective 169 population size (Ne). Under the standard neutral model, the pairwise difference within groups 170 of the same sample equals 2Neµ, when µ is expressed as a rate by generations. Here, we 171 assumed one generation every three year to estimate Ne (Clark, 1921) . 172
Estimation of the time of divergence between phylogroups 173
For visualization purposes, an ultrametric tree was constructed with the unique sequences by 174 UPMGA (Michener & Sokal, 1957) as implemented in the Phylip package (Felsenstein, 1989 ) 175 version 3.6. Using the estimated mutation rate, we derived a time of divergence within and 176 between phylogroups from the average sequence differences. 177 178 Polymorphisms analysis 179 We used Dnasp software version 5.10 (Librado & Rozas, 2009) and the program used to 180 study genetic structure to study the SFS (Site Frequency Spectrum) within phylogroups as 181 well as two of its summary statistics: nucleotide diversity (π) and number of polymorphic 182 sites (S). We then tested neutrality using Tajima's D (Tajima, 1989 ), Fu and Li's F* and D* 183 (Fu & Li, 1993 ), Achaz's Y* (Achaz, 2008) , that is immune to sequencing errors, and the 184 Strobeck (Strobeck, 1987) haplotype test. 185 196 We first reinvestigated the species delimitation of the sample using three independent 197 approaches (GMYC, ABGD and PTP) that cluster the unique sequences by phylogroup. We 198 adopt in this manuscript a nominalist definition of species. However, F. mawsoni, a nominal 199 species, is nested within P. kerguelensis, another nominal species, lineages. To avoid 200 confusion, we have decided to use the term "phylogroup" in the rest of the manuscript to 201 designate any well-supported cluster of sequences derived from species delineation 202
Assessment of migration effect on Ne estimation through simulations
Results
195
P. kerguelensis and F. mawsoni are composed of seven phylogroups
approaches. 203
Two of the three methods estimate a similar number of phylogroups: PTP estimates that there 204 are nine phylogroups in the sample whereas ABGD reports 5-7 phylogroups, depending on 205 the chosen prior value. Looking at the proposed partitions, we have chosen to consider seven 206 different phylogroups for this study that are reported as phylogroups A-G in Fig. 1 . 207
Interestingly, these phylogroups correspond to the A-F groups proposed by Wilson et al. 208 (2007) , plus a 'new' group (G) that corresponds to the F. mawsoni species. The two extra sub-209 splits suggested by the PTP method are indicated as C1/C2 and E1/E2 on Fig. 1 . Note that 210 PTP only seeks monophyletic groups and thus must split the C group into the C1/C2 211
subgroups. 212
In contrast with the two previous methods, depending on the sequence evolution model we 213 used and the BEAST parameters, GMYC reports between 3 and 51 phylogroups with non-214 overlapping grouping between individuals. As GMYC is very sensitive in our case to the 215 chosen parameters, it is here unreliable and we chose to not consider the GMYC partitions. 216
Genetic distance between phylogroups are similar to the distance of each phylogroup to the G 217 group. However, G group corresponds to a nominal species (F. mawsoni) which suggests that 218 the A-G phylogroups could correspond to seven different yet undescribed species. 219
A very rapid local turn-over 220
Relative abundance of phylogroups: Two of the analyzed locations (Ross Sea and East 221
Weddell Sea) were densely sampled (at least 50 sequences) at two (or more) different time 222 points. We therefore took advantage of these time series to evaluate the turnover of the Turn-over within the phylogroups: We then measured the replacement of genetic variants 236 within the phylogroups. To do so, we considered samples with at least 10 sequences of the 237 same phylogroup in the same location at two different time points. The pairwise comparisons 238
for such groups are all reported in Table 1 and we provide two graphical representations for 239 phylogroup D in the RS location ( Fig. 2b ) and phylogroup C in the EWS location ( Fig. 2d ). In 240 two cases (phylogroup C in EWS and phylogroup D in RS), we found a significant difference 241 in the genetic composition within each phylogroups even when they are separated by only few 242 years, again suggesting an unexpectedly high turn-over of the genetic pool of these crinoids. 243
Interestingly, the temporal differentiation of phylogroup E within EWS is already F ST =4% in 244 four years, that is not significant because of the small sample size (10 and 11 respectively). 245
Only the two samples of phylogroup G in EWS, that are separated by a single year, show no 246 sign of temporal differentiation (F ST =1%). 247
Estimation of the mutation rate and the effective population size 248
Using the robust yet elegant approach devised by Fu (2001), we estimated the yearly mutation 249 rates (µ) from the same sample comparisons (i.e. phylogroups with two or more samples of 10 250 or more sequences within the same location). Furthermore, we also estimated the 251 corresponding effective population size (Ne) assuming a generation time of three years. 252
Results (Table 2) shows that all estimated mutation rates are 10 -5 -10 -4 /bp/year, with a mean 253 of 8.10 -5 /bp/year. Results also show that the effective sizes are very low, on the order of 2-7 254
( Table 2 ). The very low effective size corresponds to the unexpected high turn-over of the 255 genetic pool that we observe within the phylogroup at the same location. 256
Polymorphism analysis 257
For samples of 10 sequences or more (with the same year and same location), we have 258 analyzed the characteristics of segregating polymorphisms using four neutrality tests: 259
Tajima's D (Tajima, 1989 ), Fu and Li's F* and D* (Fu & Li, 1993 ), Achaz's Y* (Achaz, 260 2008) and Strobeck P-values (Strobeck, 1987) . Results (Fig. 3) show almost no deviation 261 from the standard neutral model, except for the Fu and Li's F* and D*. This statistics points 262 to a clear excess of singletons. However, singletons likely contain sequencing errors that 263 strongly skew these statistics (Achaz, 2008) . The Y statistics that ignores singletons exhibits a 264 distribution that is very close to the one expected under the standard neutral model. We 265 therefore conclude that the observed polymorphisms suggest that basic assumptions of the 266 standard neutral model (i.e. constant population size, no migration, no structure and no 267 selection) cannot be rejected for these crinoid phylogroups. 268
Assessing the effect of migration using simulations 269
To test whether migration could accelerate the genetic turn-over of a species on a given 270 location, we studied a simple model where the sampled location exchanges migrants with a 271 large pool of panmictic individuals. One expects that a constant arrival of migrants from this 272 large pool could interfere with the estimation of effective size. We thus simulated a model 273
where the sampled population has a size N and the pool 10N. We studied the impact of the 274 migration rate on the estimation of Ne using the same method than above (2001) . Results (Fig.  275 4) show that at low migration rate, the estimator is unaffected whereas it is inflated up to 11N 276 at high migration rate. This shows that the existence of a large pool from where migrants can 277 come into the sampled population can only inflate the estimation of Ne and therefore cannot 278 explain the low Ne we have estimated. 279 280 We then computed an estimate for the times of split between the seven phylogroups using our 281 population genetics estimation of the mutation rate (8.10 -5 mutations /bp /year). Our estimates 282 are reported in an ultrametric tree ( Fig. 5) where the oldest split between the phylogroups is 283 Glasser, 2012). These cycles led to severe temperature oscillations and to the succession of 308 large extensions of the ice sheets on the continental shelf followed by retreats of the ice sheets. 309
Phylogroups divergence
They have been one of the main drivers of the diversification of species in Antarctica. Indeed, 310 the isolation of populations in ice free refugia during the glacial era, such as polynya or in the 311 deep sea, has been suggested as a mechanism of fragmentation of populations leading to 312 allopatric speciation in the Southern Ocean. This process is called the Antarctic 'biodiversity 313 pump' (Clarke et al., 1992; Clarke & Crame, 1989 ). The Antarctic 'biodiversity pump' has 314 been proposed to be the main mechanism driving speciation and diversification in Antarctica. 315
Our knowledge on evolutionary history of Antarctic fauna was classically derived from 316 studies of the systematics and distribution of marine animals relying heavily on the 317 morphology of present and past (fossil) organisms. Such approaches are limited for two main 318 reasons. First, species morphology may not reflect the true evolutionary relationships between 319 taxa (DeBiasse & Hellberg, 2015). Second, several periods of time lack a reliable fossil 320 record. Today, the emergence of molecular approaches provides a powerful tool to 321 circumvent these limitations. To this regard, the increasing number of phylogeographic 322 studies allow to get a better understanding of the effects of past changes on the current 323 diversity and spatial distribution of organisms (Allcock & Strugnell, 2012) . They also allow 324 to accurately assess the distribution of genetic diversity within and among species. Such 325 information is extremely valuable to evaluate and mitigate the impacts of human-induced 326 activities on the biodiversity of the Southern Ocean (Chown et al., 2015) . This study take 327 Furthermore, despite their strong morphological differences and monophyly (Fig. 1) , our 338 results strongly suggest that F. mawsoni (phylogroup G) belongs to the P. kerguelensis 339 complex. Indeed, the reciprocal monophyly of G and F and the proximity of E to G/F 340 compare to A-D confirm the affiliation of G as a member of P. kerguelensis complex (Fig. 1) . 341 Morphological similarities between cryptic species often reflect a recent speciation event 347 (Bickford et al., 2007) . In the marine realm, speciation is less associated to morphology than 348 to other phenotypic aspects such as chemical recognition systems (Palumbi, 1994) . Knowlton 349 (1993) argued that marine habitats are likely to be filled with cryptic species although rarely 350 recognized due to limited access to marine habitats. Molecular approaches can be particularly 351 powerful in detecting cryptic species on the basis of their molecular divergence, and recent 352 molecular studies helped reveal the prevalence of cryptic species (See for example (Brasier et The concept of species is controversial in biology as there is no unique definition that can be 373 applied to all species under all circumstances (Mayden, 1997) . Here, the application of 374 species delimitation methods (based on the genetic concept of species) using molecular tools 375 identified six highly divergent lineages indiscernible on the basis of their morphology and a 376 last morphologically divergent lineage. Therefore, this study show how the use of molecular 377 data can provide new insights into the nature of the genetic boundaries between species (Pante 378 et al., 2015) . However, in the light of these findings we can wonder what do the lineages 379 highlighted in this study represent? Are they genuine different species? Here the use of 380 different criteria to delineate species based on reproductive isolation (biological concepts of 381 species) or on morphology (morphological concept of species) will probably lead to the 382 identification of a different number of species (Fišer et al., 2018) . This is a good illustration of 383 the "species problem" and stress out the fact that the notion of species itself is an abstract 384 concept that should be questioned (De Queiroz, 2007) . It has also important consequences in 385 term of the protection of the biodiversity because disparate groupings of species will in turn 386 result in different economic implications and conservation decisions (Frankham et al., 2012) . the Ross and East Weddell Sea phylogroups composition changed substantially (Fig 2a and  392 2c). A, B and F may or may not be sampled from one year to the next, whereas C, D and G 393 are always present but their proportions change drastically (Fig 2a and 2c) . This observation 394 suggests that within the same geographical region, the real number of individual per 395 phylogroup varies considerably over time. One hypothesis that could explain these patterns is 396 the presence of strong marine currents (such as the ACC, Ross Gyre and Weddell Gyre) 397 mixing individuals and thus changing continuously their distribution across the Southern 398
Ocean over time. A similar mechanism has been evoked to explain the current diversity and 399 the distribution of sponges across the Southern Ocean (Downey, Griffiths, Linse, & Janussen, 400 2012). 401
Furthermore, within phylogroups, in a few years, the genetic makeup can change significantly. 402
For instance, the genetic composition of the phylogroup C and D changed totally between 403 1996 and 2008, respectively in the East Weddell Sea and Ross Sea (Fig. 2b, d) . Such spatio-404 temporal variations in term of genetic composition could also be attributed to marine currents 405 that constantly shuffle individuals between populations. Over time, the constant arrival of 406 individuals stemming from different populations continually modify the observed genetic 407 composition within the same geographical location. 408
Alternatively, a rapid divergence of the genetic pool by genetic drift, or any other population 409 processes, could also explain this rapid genetic turn over. The low effective population sizes 410 highlighted in this study (Ne < 10; Table 2 ) are also consistent with this pattern. Indeed, lower 411 values of Ne are associated with increased amount of "apparent" genetic drift. Furthermore, 412 isolated populations are expected to diverge inversely proportional to their effective 413 population sizes. Therefore, when the effective population sizes are extremely low, 414 populations can significantly diverge from each other in just a few generations (Hudson & 415 Coyne, 2002) . 416
The simulations conducted in this study (Fig. 4) show that gene flow from an unsampled 417 reservoir should inflate the Ne values estimated with the method of Fu (Fu, 2001) . Therefore, 418 due to the extremely low value of Ne observed, the hypothesis of a rapid divergence by 419 "apparent" genetic drift is favored here over the hypothesis of a rapid divergence mediated by 420 marine current continually modifying the genetic pool of the populations. 421
It is also important to bear in mind that our estimates of Ne depend directly on the number of 422
generations per year (Fu, 2001) . In Table 2, compared to many other echinoderms, is also in favor of the idea that some sort of natural 469 selection is occurring, though the mechanism behind it is still not fully understood (Scouras & 470 Smith, 2001) . 471 472 Tempo of speciation: Promachocrinus kerguelensis challenges the 473 biodiversity pump hypothesis. 474 The mutation rate estimated in this study is approximatively equal to 10 -5 mutations/site/year 475 and is based on population genetics data. Previous estimate of the mutation rate based also on 476 the COI applied to closely related species (Lessios et al., 1999 ) used a phylogeny based 477 approach and yielded a mutation rate of roughly 3 order of magnitude lower (≈ 10 -8 478 mutations/site/year). Such a discrepancy between mutation rates derived from population data 479 and phylogeny has been already documented (Burridge, Craw, Fletcher, & Waters, 2008; 480 Madrigal et al., 2012) and is called "time dependency of molecular rates" (Ho et al., 2011; Ho, 481 Phillips, Cooper, & Drummond, 2005) . For example, in human, the mitochondrial D-loop 482 mutation rate derived from pedigree approaches produced an average value of 8. calibrations lead to estimates reflecting the spontaneous mutation rates, whereas phylogeny 489 based calibrations reflect the substitution rates (i.e. fixed mutations). Therefore, because 490 purifying selection remove the vast majority of the spontaneous deleterious mutations, which 491 constitute a large proportion of them, the spontaneous mutation rate is higher than the 492 substitution rate. Consequently, the rates of molecular evolution decrease with the age of the 493 calibration used to estimate them and it is invalid to assume that a unique molecular clock 494 applies over all time scales (Ho et al., 2005; 2011) . A major implication of time dependency 495 is that estimates of recent population divergence times will require re-estimation (Burridge et 496 al., 2008) . Therefore, many studies suggesting population isolation related to the Pleistocene 497 glaciations might need to convert these time estimates to more recent ones (i.e. last glacial 498 maximum or Holocene). 499 Furthermore, the large variation of the mutation rates across the mtDNA regions and between 500 different lineages (Nabholz, Glemin, & Galtier, 2009 ), leads the mtDNA to strongly deviate 501 from the molecular clock assumption, which is generally assumed in phylogenetic 502 reconstruction. Therefore, estimates of mtDNA mutation rates relying on phylogenetic 503 approach should be taken with caution (Nabholz et al., 2009; Nabholz, Glemin, & Galtier, 504 2008) . Conversely, the mutation rate estimated in this study are quite robust as they are 505 model-free ( (Fu, 2001) ; See also Material and Methods). In the case of P. kerguelensis and F. 506 mawsoni, the different mutation rates estimated have important consequences on the age of 507 the separation of the different lineages (Fig. 4) . Indeed, the estimate from Lessios et al. (1999) 508 suggest that the split between the different lineages would have occurred in the last million 509
year (Fig. 4) , which is congruent with the hypothesis of the biodiversity pump suggesting that 510 most of the speciation events would have occurred during the Quaternary cycles (Clarke et al., 511 1992; Clarke & Crame, 1989 Hudson and Coyne (2002) showed that for mtDNA, 533 under the isolation model, two lineages would take between 2 and 3Ne generations to become 534 reciprocally monophyletic by lineage sorting. Therefore, using the low effective population 535 size estimated in this study (Table 2) , it would take a few hundreds of years for two isolated 536 taxa to reach complete reciprocal monophyly. This result is concordant with the divergence 537 observed in this study and contributes to invalidate the Antarctic "biodiversity pump" for the 538 Promachocrinus complex. Institute (2008-OGI-ICI-03). We also gratefully thank Lucile Perrier, Charlotte Tarin, Jose 559
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